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[0003]  FELHBEI & R fs e 2T i (PURPIARRE RS &) HIORLEAR (FOthx
WYX PR BEURBATRIC ) G Ak, IRl POUME S AT k. &% H 1R
AR S U Ry 7 1 S RS 65 5 AR, IS B E B AT H
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PR 9 6B B A » 1 R 9O6 S B E W 2 F PO AR T AR AT b
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[0005] %5t G e = T e AE M 1 < S 8 2 M A itk A FRAES SR 1), 2 B NC IR A 28047, 4
PSLIBE R B0 E R L AT N E T A% Sm AR A 1 i oy — w2 e, W TR SR AT — M

[o006]  H Y, FITC.ZJF & 1 i FOMHIRETOuhid O &) 2 M T 206 iz oy
B o 96 S BRI 77 i A vt e E  SRUR P va TR P BR O o (LR AZ A TN T VA AE
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XAAE

[0007]  AKMIIRAL T {55 UK AR 5 5 TR ET I 26 U5 1%, A5 2L bR il bR e A A
ZIRFER I TR R IR B LA VR - W R M s N R IR PR R &Y b AL
TIBE S5 T 5 KRR, S 1 e S Al (K RBBUE

[0008]  —FifE T UM S e SOCIRET (il 26 7 ik, A4

[0000] (1) FE4E A FIRIAFAE T, RS 28 ORI 3828 = AR I AAT HLEE 570, T 80-100°C
%6 fr S 3-5h, (R BN ZFRIEL KT 5

[oot0]  (2) KPR () BREIMZRIERD TIMAETH 1- L3 -3-G- —FRNE) &
P JHE T N= 5k B B IO IV e ROV VBB R AT AL SR IS I HTAK, S 0. 5-2h s PRI AR R
MR, ZREL W 0. 5-2h, 153 BIR MERA DU A IR N 2 REE K7D T
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[0013]  FiXf R g SR = BB R ILBIE M 1 2 0.8-1 ¢ L2sBfRIERN T & 1.
X 2R AN IR = R AE A SN AR, AR B FIMIAELE S Redi & 18 B2 RIE KA T

[0014]  fiEHh, &F 80-100m1 N— FHIE —2— nibmg e il o, Bk 6k —JZ A &4 10mmo
PR =R MAE A 10mmol, — 2T MV BEIR 8 1IN A\ &4 20-30mmo, MEERE A &4
5-15ml.

[0015]  PITil (¥145 & S NIt A2 FP NS WBOEEAT Dl HE B R VR A ) TS 3B AH

[0016]  JITil ()4 6 [ NV 58 T » X R = AT Jia Ab 345 B 2 B K40 7 s ik I 5 Ab
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IRFA N- PRI —2- mERg el / PR EEIR AR s IR Pk i A IR0 oA P R 5 P ik i) 4
PR 4R S UTIE R T 80-120°C M4 T4 10-15h.

[0018] I (2) W, iR & 1- 23 -3-(3- — WAL ) B W (EDAC) FIl N- 325k
BEIAWEE & (NHS) (RS SR mT LA B R Sh 92 bl (PBS) F1 = L VEK (DMSO) VRS
o

[0019] TR fHTAATT LA R HIER 2 Bio

[0020] T ik 20 3R (1) 19 B8 2 2 5 K 70 7. P4k F0 58 W & /8 16 BB R LA ik b
1 :2:20-1:3°:50

[0021]  PriRVEAL I TRIPLE A 10-15min.,

[0022]  JDEE (3) ™, Tk 98 ki ml LA FITC, BUPF I | &7 m BUOLTER

[0023] AR BHIGIRAL T F5— P E S IBUR T G0 e SO LHRE (1 46 51, L dE -

[0024] (1) BPriAR AN ZEW A, Bidk O 1-2h, 2R 5 ISR i AT brid, il
BFTFRL bk - EMEEEY

[0025]  (2) W A E IR IMAN D Z AW, BidE MY 1-2h, 2R 5 NN 26 brid A7 b
0, FIFPOCAR I R R - EWEEEW

[0026]  (3) ¥ P IR (1) HIFMZIARICHIPAR - VR E AWM S REE RN ZWRIRE,
MY 0.5-1h s8R G NN IR (2) #I4F 1 5 Ehr id I R R - W= E AW, 4k R W
0. 5= 1h, HIFF5 5 ORI G iz 9L HRET

[0027]  ZBER (1) 7, Prikbifk 5AEMRERLNEN 1 1 2-1 1 4,

[0028]  FTRHUAIMAN AW Z W T RN 1-2h J&, 7] LT B M 624, TR B M RR 20
W N TOEMT S, B T 10mmol /L, pH7. 4 (R £h 28 pPo & KT 48h.

[0020] JDEE (2) ™, AR AR S EWRMERILEIEN 1 1 1-1 ¢ 2.
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[0032] AR EHIGHRGE T R BIR IR 77 5SS RS 5 BOR R G e 9OLiR e, 1% M5 5
TROR R G 35 58 SR bR B 2 102 ehnic ), By F R4 & )k, giffase, /£ 4C W
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T % JE M A EA & BRI TR, 1 H B P as B ) 8 B E S s a5 5%
KI5 T I A, CAS I R AR 8 vmy, mT FH TR = 0 e ks

[0039]  (2) A IMINFIA)AG, AR « FHTH5 5 ORI 2 Dt S e ks ) R 4802 88 iy, W] EL 4 Y
T 9GP A TP 3 28 6 e 2 0E R, AR T ELTSA R0, K K4k 1A i 1], — R
— AR A RTINS [B] 24 10-15min, B LALE 1 /NI AN 50-60 FRAS s il & b Ebr A
B BRI, ARG BLISA R0, AR SEAR

[0040]  (3) EREFS5MAESE , 2y PR A% R W IR 5 TBOK Y 40 % DR T 43 1 IR 455 T ik,
GERRRIE , 78 4'C I EEE T A AR E IRAF—4F L b

i =] 154 BR

[0041] P& 1 A ISR 1| A5 5 I8OR B o e SR i &l R R B 8, Ho, 1 oA 2
IR, 2 AP, 3 A RBEABR, 4 N5 ChRic ) sNMP kg N= FI 3L —2— iE s e i, TPP
N = IREE VR £, Py MILRE, DMSO S — FI VAN, PBS 4 BEIR £h 2% /¥, EDAC Jy 1- &
5 -3-(3- ZHENE ) R

[0042] & 2 g Ak B S 4 15 5 UK o8 S HRE il & i FE R =, o, 5 3t
14,6 EMER, T RDIERRICH), 8 BRI R, 9 A EHEAIR .
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5



ON 102565383 A WO P 4/6 T

[0044] (1) 7E =30, 54K 1. 08g (10mmo1) X 28 A1 2. 10g (10mmo1) 32K = R TE
PUFE R T 80ml N— AR —2— nibms e i b, PR N4 557 7. 5ml AHERE R 20mmo 1 — ZRJE I i
B2k, AW AR 80°C, IRA WM L EE ARG, AREEHiFE ) B 3h o451 R N i, R Y.
REWET 500ml FA BRI TES (FRBRIKEN 12m01/L) , WIS BP9 7= &
P N- FREE -2 LR Be ]/ R AT T 45 i, S 7 ) FH A B R A T e, FRAE 100°CHL4E
T 12h 3RS 2 REE KT, o PT KAr 1o

[0045]  (2) #4288 (1) A PT K231 5mg % T 10ml PBS (10mM pH 7-8) Al 1ml DMSO [KJ¥%
W SEC30ul PT KZr ¥ WA N 5ul EDAC (10mg/ml) F1 3ul NHS (5mg/ml) , Z ik
WAL 10min JiT, 23 A5G JE NN Sug FLAART Sug BEBER , IS The FF Bl S s -
BB EEIE K Superdex 43 25 2 4% 1) EDACNHS A ZE L I PLAR R E TR, 1M 0. 22 u m JEfL
JERR T, 4 CIRAT

[0046]  (3) ¥ LiR&lAk 5 (¥R 100ul HN 10 % [¥) NaHCO,, 875 pH {5 241 4 8-9, 3/
N bul e EFRICH, i RV 1h, RS 10-15min, {85 —R. 4L EIRE 4 ig
(Thermo Scientific Zeba) (K ZARMIZEARICHY), 1100g B0 Smin, YCHE B0 Ji5 VAT
PAFPUR - ZFRIE R T - BWREIR - 2 ehnic AW, RIUME SO Gz 58 Rk
[0047]  SEHEM 2 B RS9 S e v IR S AS TN 5 1) i) 4%

[0048] (1) ¥ 10ug/ml ¥ HIPUIA L ALY BR 47 4E 2 i (NC i) &, 37 1omM PBS (pH
7-8) JEVE 3-5 I, 3TCHT A .

[0049]  (2) BF¥ERLINEFT I, 20 MR GG 22T T B EARIKON <& W KM R SR
Rzt N

[0050]  SEJtifh] 3 B A9 e vB iE IR B AT I AFP ( J0y2: )

[0051] (1) & A AFP brvE 5 70 L B Rl iR B 189 & 41 Bk ¥ % Oppb, 1ppb, 5ppb, 20ppb,
50ppb, 100ppb, 200ppb, 400ppb .

[0052]  (2) BRSZHife] 2 hIAE AR A, # 40ul B (10mM PBS, pH 7-8, & 0. 2% BSA Al
0. 05% Tween—20) R 7ERIINZLI NC i |, B NC i, £ B NGB

[0053]  (3) 7E NC i Ly n 10ul bRk B2 1) AFP 5980 FH N 30ul e (50mM PBS, pH
7-8) SRS T, PRI N 10ul FRE 1000 £ S s 1 H45 BI45 5 O S8 5 e PRkt
W (BN 1% BSA FIT 1% FERR Y 10mM PBS ¥, pH 7. 2) , FFi 0 30ul BEEE sFF
TS T 5 R 26 B BT OGHAT RN, SR B G55 (RS 2 AR I 3 2k, BCP
B ) LA AFP IR BEARKR, D¢ TR IE S PNAANR, 2 HIBRUE £k o %98 6 H ik 4R 4% 1) AFP
SARAT I Ze A 2ppb o

[0054]  (4) 7ENCJiEE E3 0 10ul Rl AFP 598, 0 30ul PRI s e viing 1 )5 » T
B 10ul #RE 1000 % [ S HtiAa] 143 115 5 MO B S e SEOUEREHE T (R & 1% BSA
16 FBERE ) 10mM PBS ¥V, pH 7. 2), N 30ul SRR s RHEVEEE T, M PO S =
T ACHAT RTINS A5 T s 265 S AN DR (3) HI4F bRV T 2643 A Il A
A AFP WK B

[0055]  (5) TEAMESEE 44 3 40 PHPEFRASTE R — B IR Be i 20 ¥, THEREP AR 5 R 40 oF
[FIFRER 3 4y FHERR AN SR 10 R TR —I tHE LA B R 4. g S, it R R
ORI ) A 7 REC/N T 10%, RIS 5 O G P EREN T 58 5598 6 S )5 815 1
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[0056]  (6) A PESEE < 1) Bk (SLHEf) 1 I 1R 5 OR R e 5L dRkEr ) T 37°C
RAFTHCE 12K, STCELE ACUKFE AR EAT RN 3 43 BH PR 1 43 BIPERR A, AT ke e 1tk
RIS R ER, ZRAFE DT LB A AL EL 2) B il &b R 4846 55 B3 AT
JF 37°CL25°CHI4°C, MERAS [FRRJE AR AR 2. fR47 T 37 CRIREL & A H B
70 45 SRS IARYE S AR A7 T 25 CHRAC A& B — A H B 70 4 IS bR HE S . 251 B
TN, IRAR S BIAE 25°C FARAE 12 A H LU 3TCHRAE 6 A H B g5 R R K Iz .
[0057]  SEJtifh] 4 {55 ORI G iz 5 CERET IR il 4%

[0058] (1) ¥ 20mmol FHALHIAMZ 73735 10mmol HLAKF 10mmol Mz R IHAT IRV, =
PR 1h AR G2 TENT R P E T PBS S i (10mM, pH7. 4) AT 48h, Hl#3 £ % - Bt
W AW E - B EZ AW s 0. 22 0 m JEFLIEER R, 4 CRA7.

[0059]  (2) HY 20ul LW - Bk MAEY) &= - R AR (REWA = Ing/ml) , 7351 H
10 % ) NaHCO,, 1715 pH AH 2214 8-9, IIAZI AR i EAT IR L, FF R ML . Bl
N 1h, FEEERE 10-16min, {85 —R. RMNEE ARG, AR (Thermo Scientific Zeba)
2R R 5 AR EH), 1100g B0y Smin, WCHE B0 5 IS, SRA5 2R Ie A 2= - Bt
MR - BHAEED.

[0060]  (3) K bR (2) HIFIMZChRILEME - PR E AV ST RN RZERIRS, il
R Th TR IR (2) HIFHSIebric B E - BHAE G, EiR PSRN 1h, H
W BOERRICAE R - PR E S BER RN R OO hRIL AR - BEE B AW E R
M5 b RNEREIREYUA - AW R - WEEEN R - BEER - 2R E &,
RIA 5 5 TBOR 2R G0 28 L HRET

[0061]  SEJitifh] 5 ¢ 't b JE AR AR 4% B il 2%

[0062] (1) FEALEIA FEHESLEE N 1. 5X 30em, ¥ HTIAAL K (3% BSA+1% Triton
X=100) 7, &9 30min fi7, 37°CHET 3h & H .

[0063]  (2) G544 gL GBI 1. 0X 30cm, 14 St 4 15 015 S RO T 4 iz 5%
HHRE MR (& 1% BSA F1 1% RERE Y PBS, 10mM, pH7-8) #%E 3000 £ )5, Wi T-45 &%
|, 37°CHtT 30min,

[0064]  (3)NC fis il «#% NC L&k K 2. 5X 30cm, H i FEAAE NC AR B EF% I 1ul/cm
(B E SRR TG FIHLIE, 23 i VE A B G A R, 37°CHtT 30min.

[0065]  (4) % ik 4R 4 2% W R #2543 L NC RFIIR /K B 43 B RS LB S Al L, FF
Hok 4em T8 HIRL4E4

[0066]  SJitifh] 6 ¢ ' b 3% JE AT IR AR A AT IR NS (5255 )

[0067] (1) ¥ & DA K Aw #E & FC i 1 A 7] 3 B2 189 3 41 A% #E 5 Oppb, 0. 1ppb, 0. 3ppb,
0. 9ppb, 2. 7ppb, 8. 1ppb.

[0068]  (2) K L id R AIBRUE TS HL 80ul, I B A SEHEH] 4 #1453 115 5 O AL G gz 5%
FERE R, IR AI G 2min, B 70ul _BAE, JEHTERSE 8min, H 2 6N AGE B . A1 H
P TE B M AT T 2670 C &M% et CRRANFE S 20 ARSI 3 %, BCFI44E ) 5 il
VEBUE IR B R BRUE B 26 51258 6 7 2 iR AR 4% 1 T A8 Ry B S A A 2R 4 0. 05ppb.

[0069]  (3) frdlHL s A St 5 1 AR AR A AT AN, R T/C i EU (AR N 3 b il
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[0070]  (4) EEMESLEK: R 3 47 BHMEAR AL [F] — I IR Bl s 20 9k, vHELHE N AR 57 R
ALY 3 A0 BHPEFR AR IE S0 58 10 IR, BRI P EHLR AR 7 R4k, g A, R R
FONAL R A2 5 R E /DT 10%, RIZ(E 5 UK B e 2 G HRE H T2 iz =4, B R
A

[0071]  (5) AR ESELS 1) Fifkof) (S 4 HfS G SO e o CEREr ) T 37°C
BACE 12 K, SHCEAE A CUKA G EATAI 3 43 BH A L Gy B PEAR AR, 2E4T e
MRS . R ER, HZAF 2D DRGSR 18 N HUL o 2) iR g4 %5 B 0 Ar T
37°C25°CHI4°C, MLEA RN XS AR 4R 52 o fRA7 T 37°C A 25°C R AR 4R U
70 2547 A I AR E S Oppb, 0. 05ppb, 0. 1ppb, 0. 3ppb, 0. 9ppb, 2. 7ppb, 8. 1ppb. %5 E7R,
TRACE A AAE 25°C FARAFE 12 A H AR 3T CERAF 6 A A, ¥l 25 R AR RIS
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